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ABSTRACT

Droplet microfluidics enables high-throughput screening of single cells and is particularly valuable for applications, where the secreted
compounds are analyzed. Typically, optical methods are employed for analysis, which are limited in their applicability as labeling protocols
are required. Alternative label-free methods such as mass spectrometry would broaden the range of assays but are harmful to the cells,
which is detrimental for some applications such as directed evolution. In this context, separation of cells from supernatant is beneficial
prior to the analysis to retain viable cells. In this work, we propose an in-droplet separation method based on contactless and label-free
acoustic particle manipulation. In a microfluidic chip, nanoliter droplets containing particles are produced at a T-junction. The particles are
trapped in the tip of the droplet by the interplay of acoustic forces in two dimensions and internal flow fields. The droplets are subsequently
split at a second T-junction into two daughter droplets—one containing the supernatant and the other containing the corresponding parti-
cles. The separation efficiency is measured in detail for polystyrene (PS) beads as a function of droplet speed, size, split ratio, and particle
concentration. Further, single-bead (PS) and single-cell (yeast) experiments were carried out. At a throughput of 114 droplets/min, a separa-
tion efficiency of 100% + 0% was achieved for more than 150 droplets. Finally, mammalian cells and bacteria were introduced into the
system to test its versatility. This work demonstrates a robust, non-invasive strategy to perform single yeast cell-supernatant sampling in
nanoliter volumes.

Published under license by AIP Publishing. https://doi.org/10.1063/5.0036407

I. INTRODUCTION

Cell analysis and screening by cytometry are routinely per-
formed in many biological and diagnostic applications. While flow
cytometry is extraordinarily fast and powerful for the characteriza-
tion of cell number, size, or surface proteins, standard cytometry
instruments are not capable of analyzing secreted compounds like
proteins, metabolites, or signaling factors. Droplet microfluidics
can address this limitation by encapsulating cells in small nanoliter
(nl) to picoliter (pl) compartments, where they are subjected to
prescribed conditions and secreted biomolecules accumulate.’

Consequently, the enriched molecules can be analyzed at high
sensitivity, commonly using fluorescence assays.”> One important
application of droplet-based cytometry is, among many others,
directed evolution—a well-established methodology in the field of
protein engineering. Directed evolution relies on the creation of a

library of gene variants in cells or cell-free systems and subsequent
selection of a defined phenotype, e.g., the brightness of proteins or
catalytic activity of enzymes.”™® The use of fluorescence assays,
however, requires a fluorogenic reaction or a labeling procedure
and, therefore, limits the applicability of droplet microfluidics for
cell analysis. We are developing an alternative system using label-
free detection by mass spectrometry (MS). Recent studies demon-
strated that droplet microfluidics could be interfaced with mass
spectrometers to detect cells and secreted analytes."” Nevertheless,
since MS is a destructive method, separation of dissolved com-
pounds and cells is essential to maintain the cells’ viability and
obtain a signal devoid of background noise from cell constituents.
Withdrawal of particles or cells from droplets is also beneficial for
many multistep biochemical assays.'’ For screening applications
such as directed evolution, special requirements need to be met
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regarding the separation procedure. Single cells need to be encapsu-
lated inside nanoliter droplets and subsequently split with a separa-
tion efficiency (SE) of 100% at high throughput. Several methods
have been developed for particle manipulation inside nanoliter
droplets based on magnetic,'’”"* dielectric,'” hydrodynamic,'*"'
or acoustic forces,'’ >’ and more recently, for in-droplet separation
of biomolecules.”’ However, none of the mentioned publications
currently fulfills the need for label-free high-throughput screening.
Magnetophoresis requires particle labeling, dielectrophoresis oper-
ates at low flow rates, hydrodynamic forces are passive, and acous-
tophoresis has not been shown to reproducibly separate particles at
a SE of 100%.”" In this work, we push the limits of acoustophoresis
to achieve single-particle separation with an efficiency of 100% at
high throughput.

Acoustophoresis is a contactless particle manipulation method
based on the scattering of ultrasonic waves on the particle surface.
Acoustophoretic forces depend on particle size and density differ-
ence to its surrounding medium. Acoustophoresis is label-free,”
flexible in design,” and biocompatible.”* We exploit acoustophore-
sis to manipulate particles and cells inside passing droplets before
the droplets are split into daughter droplets at a T-junction. In con-
trast to Fornell et al.,”>*>”” our design contained two perpendicular
outlet channels with different widths for higher separation efficien-
cies. Using numerical and experimental investigations, we found an
optimal side-channel width of 90 um. The devices were characterized
with polystyrene (PS) particles by varying the droplet speed, size,
split ratio, and particle concentration, to allow for improved accessi-
bility and simplified adaptability of our device to the reader’s needs.
Acoustofluidic devices already showed outstanding performance
concerning separation efficiency and throughput.”®’' With our
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device design, we were able to show an even higher separation effi-
ciency while doubling the flow rate and lowering the droplet volume,
which is of interest for rare cell separation. We achieve these high
separation efficiencies with an interplay of acoustic forces in two
dimensions and droplet internal flow fields.

Based on our thorough device characterization, the parameter
set has been optimized for the experimental manipulation of yeast
cells. To the best of our knowledge, this is the first demonstration
of single-cell manipulation in nanoliter droplets using acoustic
forces. We were able to maintain a SE of 100% in more than 100
droplets at a high throughput of 114 droplets/min. Finally, we applied
our method to HeLa cells (mammalian) and E. coli (bacteria). Since
the intra-droplet manipulation of bacteria and mammalian cells has
not yet been reported in the literature, our device broadens the appli-
cability of acoustofludic particle manipulation in microscale droplets.

Il. OPERATING PRINCIPLE

The acoustofluidic chip is capable of on-chip droplet produc-
tion, particle manipulation inside droplets, and droplet splitting
(Fig. 1). A T-junction was chosen for droplet production in oil
since it is very well understood and optimal to achieve slug flow
(squeezing regime) at various flow rates.”” " In this regime, only a
very thin (sub-um) oil film develops between droplet and channel
wall.”” Therefore, the oil film does not need to be considered for
the acoustics, which eases the modeling of the system.

After droplet production, particles are manipulated inside the
droplet by bulk acoustic waves (BAWSs). These waves are generated
by a piezoelectric transducer (piezo), which is glued to the backside
of the chip. The force acting on small (with respect to the acoustic

FIG. 1. Working principle of cell separation in nanoliter
droplets. (a) Sketch of the design. (b) Photograph of the
acoustofluidic chip. Underneath the chip lies a Swiss
franc coin. (c) Micrograph series of a typical separation
experiment (5um fluorescent polystyrene particles in
white). The piezo was excited at 3.7 MHz with 13 Vpp.
The droplets contained 93+ 9 particles and flowed at a
speed of 2mms~".
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wavelength) particles is called acoustic radiation force (ARF). For
an inviscid fluid, it is given by the negative gradient of the Gorkov
potential "’

Frq=-VU, (21)

which can be expressed as

4 (1, s fo 3 2
U=gar <E<P> %*ZPKV) > (2.2)

with the particle radius r, the incident acoustic pressure field p, the
incident acoustic velocity field v, the fluid speed of sound ¢, the
density of the fluid p, the monopole f;, and the dipole f; scattering
coefficients. (x) denotes time averaging (x) = 1/T fOT xdt.

The average acoustic energy density (E,,) is given as"'

- 1 1 1
E, = V J <Ep<v>2 + EK'<P>2dV) s (23)
14

with compressibility k and volume V.

Droplets flowing through a microchannel develop complex
internal flow fields.'>*>*> They are mainly caused by the no-slip
boundary condition (BC) at the channel walls and by oil surpassing
the droplets through corner gutters.”” Corner gutters are small gaps
in between droplets and rectangular channel walls that appear due
to surface tension. Separation of cell and supernatant can only be
achieved if the ARF is stronger than the drag force resulting from
the internal flow fields or if the cell is moved into a desirable flow
pattern such that it is trapped in some part of the droplet.

In this work, we focus the particles in two dimensions (z- and
y-direction), which is an inherent feature of our square-shaped
channels. With the focus in the z-direction, we can move the parti-
cles to approximately half the droplet height. In this plane, the flow
fields point toward the tip of the droplet except for small regions at
the top and bottom of the droplet where recirculation zones form.
The force in y-direction allows us to overcome these recirculation
zones and focus the particles in the tip of the droplet, which is
desirable for particle separation. Another feature of square-shaped
channels is rotating streaming flows, which enable us to manipulate
particles with a diameter in the range of 1 um."'

The droplets are split at a bifurcation during particle manipu-
lation. Successful splitting of droplets highly depends on the capil-
lary number and the volume of the droplet. The smaller the droplet
volume, the higher needs to be the capillary number to split the
droplets.”>*° The capillary number can be increased by higher flow
rates or lower surface tension of the droplets. However, if slow flow
speeds are required such as for manipulation of bacteria, droplet
splitting cannot be achieved anymore.

I1l. MATERIALS AND METHODS
A. Device fabrication

The devices were produced using standard cleanroom processes.
Microfluidic channels (180 um depth and width) were etched into a
silicon wafer (500um thickness) by the combination of
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photolithography and inductively coupled plasma deep reactive ion
etching (ICP-DRIE). High aspect ratios and straight channel walls of
around 88° can be achieved using this method. A glass wafer
(700 um thickness) was anodically bonded to the silicon wafer. The
wafer was diced into small rectangles (15.2 x 7.38 mm?) utilizing a
wafer saw. Fused silica capillaries (164+6um outer diameter,
100+ 6 um inner diameter, Polymicro Technologies—Molex) were
plugged into the sides of the chip and fixed with a two-component
glue (5 Minute® Epoxy, Devcon). A piezo (10 mm length, 1.5 mm
width, 0.5mm thickness, Pz26, Meggitt Ferroperm, Kvistgaard,
Denmark) was glued to the backside of the devices. Since the piezo
is smaller than the device, we used conductive epoxy (H20E,
EPO-TEK?®) to be able to contact the side of the piezo that is attached
to the device. Additionally, H20E proved to be one of the glues with
the least damping of acoustic waves. Copper cables (0.15 mm diame-
ter) were attached to the piezo with conductive silver paste and glued
to the chip with instant glue to increase the mechanical stability. The
channels were silanized with a surface coating agent (Repel-silane
ES, Merck) to render them hydrophobic. Therefore, we flushed the
devices with Repel-silane ES, waited for 10 min, and finally flushed
the chip with olive oil. This step is crucial for a monodisperse and
reproducible droplet production in silicon chips.

B. Experimental setup

BAW devices are based on the generation of ultrasonic stand-
ing waves in microfluidic channels. The waves are coupled into the
devices by exciting the piezo with an AC signal. Generation of the
signal is achieved using a wave generator (AFG3022B, Tektronix).
The impedance of the piezo varies with its excitation frequency.
Since the voltage at the piezo is dependent on its impedance, it is
verified using an oscilloscope (WS424, LeCroy). Water and oil flow
inside the microfluidic channels are controlled by syringe pumps
(neMESYS 290N, Cetoni). The syringes were kept upright such
that the outlet of the syringe is pointing downward. Thereby, parti-
cles are pushed toward the outlet of the syringe by gravity, and the
number of empty droplets is reduced. Green fluorescent PS parti-
cles (5.19um +0.14 um, diameter, microParticles GmbH) were
used for characterization experiments. Particle manipulation was
observed with a self-built microscope kit (Cerna®, Thorlabs). A
green LED (M505L3, Thorlabs) excites the particles via a dichroic
mirror (MD515, Thorlabs). Before entering the camera, the light is
filtered by an emission filter (MF535-22, Thorlabs). A high-speed
camera (HiSpecl, Fastec) is used to visualize the fast in-droplet sep-
aration process. Depending on the speed of the droplets, a frame
rate between 100 and 200 fps was used.

C. Standard experimental parameters

If not stated otherwise, the experiments were conducted with
the following experimental parameters. The voltage at the piezo
was kept constant at 13 Vpp, which is the limit of the used wave
generator at the resonance of the piezo. The excitation frequency of
the piezo was between 3.70 and 3.75 MHz. The optimal frequency
was chosen upon visual inspection. The particle concentration was
kept constant at 93+9 (mean + standard deviation) particles per
droplet (ppd). The droplet volume before splitting was kept at
12.8+ 1.2l The droplet speed was 2.1 mms™". At the bifurcation,
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the droplets were split into equally sized daughter droplets, meaning
a split ratio of 50%. The split ratio is given as the ratio between the
volume of the daughter droplet exiting to the side channel and the
initial droplet volume. We utilized olive oil (CAS number 8001-25-0,
Merck) as the continuous phase without surfactant.

D. Determination of the separation efficiency

Characterization of our design for in-droplet particle separa-
tion was done with fluorescent PS particles. The particles are
visible in the microscope pictures, even if they are not in the focal
plane. Due to the presence of particle aggregates caused by acousto-
phoretic focusing, we counted particles manually. The volume of
the droplets was approximated by counting the number of droplets
per time at a pre-set flow rate. The number of particles inside the
droplets was determined by counting the particles in droplets with
a very low concentration of 0.125gl™". For other concentrations
and droplet volumes, this number was linearly interpolated. The
separation efficiency (SE) is defined by

PSC
E=1——, 1
S PBS (3.1)

where we used the number of particles exiting to the side channel
(PSC) and the number of particles before splitting (PBS).

E. Numerical model

2D (xy) models of the chip were built and evaluated in the
finite-element method software COMSOL Multiphysics version 5.4
to evaluate the influence of the continuous phase and the side
channel on the Gorkov potential. A mesh study and evaluation of
the perfectly matched layer (PML) size was conducted. A perfectly
matched layer width of 100 um and 15 mesh elements per wave-
length turned out to be sufficient for both models (Fig. S1 in the
supplementary material). The pressure acoustics module was used
and evaluated in the frequency domain.

The first model was built to investigate the influence of differ-
ent carrier media on particle manipulation inside droplets. A
normal displacement boundary condition (BC, 10 nm amplitude)
was assigned to the bottom channel wall to model the actuation by
the piezoelectric element. The top and side-channel walls received
an impedance BC (Z=19.8 x 10°kgm™>s™"). A sound soft BC was
applied to all outlets (Fig. S1 in the supplementary material).

The second model was built to investigate the influence of the
side channel on the Gorkov potential and, therefore, on the particle
manipulation. The BCs and PML parameters were kept as
described above. Additional to the first model, a side channel was
introduced. The materials inside both channels were set to water.
In both models, Egs. (2.2) and (2.3) are implemented to be able to
evaluate the Gorkov potential and acoustic energy density.

IV. RESULTS AND DISCUSSION

A. Influence of the continuous phase on the particle
focusing

For a better understanding of the acoustic focusing inside water
droplets, numerical studies were carried out. We compared the effect
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of different continuous phases (fluorinated oil and olive oil) on the
Gorkov potential. Olive oil (¢ =1450 m s7L, p=910 kg m™) exhibited
acoustic properties very close to water. As can be seen in Fig. 2, the
resonance frequencies for the A/2-mode (half an acoustic wavelength
in the channel) in water and olive oil are similar. Therefore, the
minimum of the Gorkov potential stretches along the center of the
whole channel including the droplet. The fluorinated oil 3M™
Novec™ HFE 7500 (HFE, c=659ms ", p=1621kgm™>) exhibited
acoustic properties different from water. The frequencies to excite the
A/2-mode inside the channel and in the droplet are 2511 kHz apart
compared to 46 kHz with olive oil. At the resonance frequency of the
water droplet, the Gorkov potential is strong in the center of the
droplet. However, the ARF gets weak and changes its direction
toward the rear and the tip of the droplet (Fig. 2).

Since the microfluidic channels of our devices exhibit a square
shape, particles are focused in two dimensions (y and z) when
turning on the ultrasound. The flow field at the center (y-direction)
of the droplet at a plane of half its height (z-direction) is pointing
toward the tip of the droplet."* If the force in y-direction at the tip
of the droplet is strong enough to retain particles from entering the
circulating vortices at the top and bottom of the droplet, the parti-
cles remain in the tip of the droplet. This is essential for the cell-
supernatant separation since particles at the tip of the droplet
do not enter the side channel (Video 1 in the supplementary material).
As shown in Fig. 2, the clumping of particles at the tip of the
droplet is achieved for olive oil as the continuous phase. If HFE is
used, the majority of the acoustic radiation force is pointing in the
x-direction. Hence, the force in the y-direction at the tip of the
droplets is not strong enough to prevent particles from entering
the circulation zones. Once the particles enter the circulation
zones, they are transported toward the center of the droplet, where
they begin to travel back to the tip. Therefore, they cannot be pre-
vented from entering the side channel at the splitting junction
leading to a low SE. Fornell et al. discussed this phenomenon for
rectangular channels. Here, particles can only be focused in a line
with olive oil as the continuous phase. In the case of HFE, they
report the same difficulties for particle focusing. However, their
analysis is based on a 3D model.”” With our computationally cheap
2D model, devices can be analyzed and optimized much more effi-
ciently, making them more accessible to a broad audience.

For acoustic particle manipulation inside droplets, matching
acoustic properties of droplet and carrier phase media is essential.

B. Important device design parameters

To achieve optimal performance, we varied the design of the
acoustofluidic chips. The three parameters we discuss here are the
width of the side channel, the width of the main channel, and
the angle between the side and main channel.

For bifurcations with an angle of 45° the SE [Eq. (3.1)]
decreased significantly compared to the design with a 90° bifurca-
tion (Fig. S2 and Video 2 in the supplementary material). Such
angles lead to sharp edge-like structures, which present a trapping
site in acoustofluidic applications.”” This could explain SE below
100% in similar studies that utilize a bifurcation with 45°
angles””” or small structures that under excitation could act as
trapping sites.”"*
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FIG. 2. Influence of the continuous phase and droplet
properties on particle manipulation for (a) olive oil and (b)
HFE 7500 as the carrier medium. The graphs on the top
of the figure show the influence of the frequency on the
average acoustic energy density in the continuous phase
and droplet. The two pictures in the middle show the dis-
tribution of the Gorkov potential at an optimal frequency
with respect to the average acoustic energy density in the
droplet. The ARF is plotted as white arrows for the
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Another important parameter is the width of the side channel.
We numerically investigated side-channel widths between 1 and
180 um (Fig. S3 in the supplementary material). The results suggest
that the smallest side-channel width leads to the most homoge-
neous Gorkov potential along the whole channel. However, if the
chosen width is too small, stable splitting of the droplets cannot be
guaranteed. This could be due to the high pressure drop between
the side and main channel, which is difficult to control. Of all the
tested side-channel widths (30, 60, and 90 #m), only the 90 um
wide side channel shows sufficiently stable droplet splitting
throughout the experiments.

The third and final parameter that was varied is the width of
the main channel. A smaller main channel width has two positive
effects. First, smaller droplets can be produced, which decreases the
dilution of the secreted molecules. Second, a smaller channel width
demands higher frequencies to achieve the A/2-mode, which would
lead to higher forces [Eq. (2.2)]. Therefore, devices with rectangular
channels of 100 um in width and 180 um in height were tested. In
contrast to square-shaped channels, particle manipulation in the
height and width direction is decoupled for these rectangular chan-
nels. We were able to observe particle manipulation at the same fre-
quency as with the square-shaped channels (3.75 MHz). At higher
frequencies, no further particle manipulation could be observed
even at higher voltages. Therefore, the particles were only focused
in the z-direction. This leads to particle accumulation in the back
of the droplet. Here, particles can escape to the side channel

enlarged region of the droplet. The length of the arrows
was set proportional with a scale factor of 4000. Cells
migrate to the minimum of the potential (blue). The pic-
tures on the bottom show the manipulation of 5um fluo-
rescent PS particles in droplets with a volume of
29+0.77nl at a flow speed of 2mms™" at an excitation
frequency of 3.9 MHz. Olive oil produces a favorable acous-
tic field for particle manipulation inside nanoliter droplets.

34 MHz

360 pm

(Video 3 in the supplementary material). Since a simultaneous
manipulation along channel height and width could not be per-
formed with the utilized transducer, this design was omitted for
further experiments. Considering the previous findings, devices
with a 90° bifurcation, 90 um side channel width, and 180 um main
channel width were used for further experiments.

C. Device characterization

Depending on the experiment, the goal of particle separation
in droplets can be manifold. In this section, the influence of
various experimental parameters on the SE is presented. In Fig. 3,
an overview of all experiments with 5um green fluorescent PS
beads is given. Increasing the speed of the droplet leads to stronger
drag forces from the internal flow fields. These drag forces counter-
act the particle accumulation in the tip of the droplet leading to a
decrease in SE. The SE decreases from 99.9% + 0.1% at 2mm s~ to
83.8% +7.1% at 4mm s}, illustrating the influence of the internal
flow fields. By varying the ratio between oil and water flow rate, the
droplet volume was decreased to 8.1 +0.5 nl. Below this size, split-
ting of the droplets could not be achieved. For a droplet volume of
about 12.8 +1.2nl, the droplet speed could not be faster than
2mms™" if an average SE above 99% was desired. For droplet
volumes of 8.1 +0.5 nl, the flow speed can be doubled to 4 mm s~
while maintaining a high SE of 99.5% +0.5% [Fig 3(a)]. The
achieved separation efficiency is crucial for rare cell separation and
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FIG. 3. Influence of various experimental parameters on the separation efficiency (SE) for PS particles. The cross and error bar correspond to the mean value and the
standard deviation of the SE, respectively. 30 droplets were evaluated for each data point. (a) Influence of the droplet speed and volume on the SE. With increasing
droplet speed, the standard deviation increases significantly due to the stronger internal flow fields. However, the SE still is 83.8% +7.1% at 4.1 mms™". A decrease in
droplet volume from 12.8 to 8.1 nl led to a SE of 99.5% + 0.5% even at 4.1 mm s~ droplet speed. (b) Influence of the particle concentration on the SE. The number of par-
ticles inside droplets could be determined with an error of approximately 10%. The SE can be maintained at an average value of above 97% even at high concentrations
of 932 ppd. (c) Influence of the split ratio on the SE. If the split ratio is lowered to 40%, the SE is 87.8% + 3.4% for droplet speeds of 6.2mms~". (d) On maintaining a
constant droplet speed of 2mm s, a significant drop in SE can be observed above a split ratio of 50%.

demonstrates a significant improvement over current acoustofluidic
devices.”® For a lower droplet volume, the size of the recirculation
zones at the top and bottom of the droplets is reduced. Therefore,
less force is needed to keep the particles in the tip of the droplet,
which explains the high SE.

Even for very high concentrations of more than 900 ppd, a SE
of 97.4% + 1.9% can be achieved [Fig. 3(b)]. At such high concen-
trations, there is not enough space for all particles to be trapped in

the tip of the droplet. Therefore, particles that enter the flow fields
from the top and bottom of the droplet are transferred backward
and can escape into the side channel (Video 4 in the supplementary
material). Nevertheless, despite the high particle concentration, our
method was able to maintain an average separation efficiency above
97%, which, given the novelty of our achievement, might be of
additional interest. At low concentrations of around 23 particles
per droplet, only a few particles escape into the side channel
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(1 particle every third droplet). However, these particles have a
big influence on the standard deviation, which increased signifi-
cantly (97.2% +2.8%). The droplet split ratio can be adjusted by
connecting syringe pumps to the outlets to change their respective
flow rates. If the split ratio is decreased by 10%, the droplet speed
can be increased up to 6 mms ', while still maintaining an average
SE above 87% with a standard deviation of 3.4% [Fig 3(c)]. Since less
fluid is extracted at the side outlet, particles inside the droplet are
more prone to follow into the main outlet. On the other hand, if the
split ratio is increased by 10%, the SE drops to 69.1% +7.6% even at
a low flow speed of 2mms™ [Fig. 3(d)]. With these characteriza-
tions, we define an optimal working range of our device, to make it
more easily accessible to a variety of research fields benefiting from
reliable particle manipulation.

D. Yeast cell-supernatant separation in
nanoliter droplets

In this section, we explore the applicability of the acoustofluidic
chip for yeast cell-supernatant separation. Yeast cells exhibit acoustic
properties very close to PS and have a similar size compared to
the PS beads that have been used for device characterization.”®
In Fig. 4(a) and Video 5 in the supplementary material, we show the
separation of yeast cells from their supernatant in nanoliter droplets
performed with the standard parameters (Sec. III C). Similar to the
PS particles, the cells are trapped at the tip of the droplets. At the
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bifurcation, the cells are dragged along with the droplets following
the main channel. As can be seen in Fig. 4(b), the SE for yeast cells
is even higher than that of the particles at flow speeds of 3 mms™"
(97.95% + 1.9%) and 4 mm s~ (93.8% + 3.1%). This might be due to
the lower concentration of yeast cells (69 cells per droplet). However,
further investigations are needed to investigate this increased SE.

While previous work demonstrated the manipulation of yeast
cells inside nanoliter droplets, it is important to highlight that their
separation efficiency for high-throughput applications was signifi-
cantly limited.”

E. Single-particle separation

In this section, we present experimental results for the separa-
tion of single PS beads and yeast cells in nanoliter water droplets.

To achieve single-particle encapsulation, we filled the syringe
with a concentration of 0.000 625% w/v PS beads or 0.001 562 5%
w/v yeast cells. Considering the device characterization (Sec. IV C),
we kept the split ratio below 50% to achieve a good tradeoff
between captured supernatant amount and high SE. Table I reveals
that our device is capable of separating particle and supernatant
reproducibly with a SE of 100% at a flow speed of 2mms™".
Therefore, it fulfills one important criterion for directed evolution.

To evaluate the limits of single-particle manipulation, the
droplet flow speed has been increased while keeping the additional
experimental parameters constant. As expected and elaborated in

FIG. 4. Yeast cell separation in nanoliter droplets. (a)
Micrograph series of the separation process. Upon manip-
ulation, the yeast cells (inside red ellipse) have similar tra-
jectories as the PS particles. (b) Influence of droplet
speed on SE. The graph shows a comparison of yeast
cells (blue) and PS particles (black). The number and the
black cross corresponds to the mean value of the SE for
every experiment. The error bars indicate the standard
deviation. 30 droplets were evaluated for each data point.
Experiments were performed with the standard parame-
ters defined in Sec. Ill C for both PS and yeast, except
for the concentration, which was lower for yeast. Yeast
cells can be separated more efficiently than PS particles.
This might be due to the lower concentration.

50% split ratio
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TABLE I. Single particle (P) separation efficiencies at increasing droplet flow speeds. At a droplet (Drop) speed of 2mm/s, no particle escapes into the side outlet. Even at
droplet speeds of around 8 mm/s, a mean single yeast SE above 77% can be maintained. As in Fig. 4, the manipulation of yeast cells is even more efficient than of PS beads.

Drop with 1
Speed (mm sh Drop/min (#) Drop volume (nl) Particle Split ratio (%) ppd (#) particle P to side Side/total @ SE (%)
2.06 114.3+2.1 122+0.2 PS 42.4+0.1 0.63+0.77 162 0 0 100
Yeast 41 +0.6 1.24+1.48 36 0 0 100
4.12 231+£0.8 12.12 £ 0.04 PS 41.0+0.6 0.79+£0.92 203 17 0.08 91.6
Yeast 48.6 £0.1 0.8+0.87 102 4 0.04 96.1
5.49 3275+5 11.46 +£0.12 PS 444+0.5 0.69+0.9 135 27 0.20 80
8.24 532.1+154 10.53+0.3 PS 458 +0.5 0.64+0.76 171 67 0.39 60.82
Yeast 49 +0.11 048 +0.71 126 29 0.23 77

Sec. IV C, the separation efficiency decreased for higher droplet
flow speeds due to the increasing effect of intra-droplet flow fields.
Compared to PS beads, yeast cells exhibit a higher SE, as has been
demonstrated in Sec. IV D. Nevertheless, at a flow speed of
8.2mms ", which corresponds to a throughput of 8.9 droplets per
second, our approach still achieved an average yeast cell SE of 77%. In
comparison to current acoustofluidic intra-droplet particle separation,
this result demonstrates a significant improvement with the potential
to further enhance the applicability of acoustofluidic systems for bio-
medical as well as the pharmaceutical industry. Notably, single-
particle SE is significantly higher than that for several particles. This
might be due to the more confined movement of the particles in the
tip of the droplets (Video 5 in the supplementary material).

F. Hela and bacteria manipulation inside droplets

In this section, we present experimental results for the suc-
cessful manipulation of HeLa cells and E. coli bacteria, both of
which have not been manipulated in nanoliter droplets previously.

HeLa cells, like yeast cells, exhibit acoustic properties similar
to PS but are larger than the used PS particles (15um diameter)."’

As can be seen in Fig. 5(a), HeLa cells can be manipulated by the
ARF inside nanoliter droplets. We used the standard parameters
except for the concentration, which was changed to 4.4 2.2 cells
per droplet. The cells gather in the tip of the droplet just as the PS
particles and the yeast cells. As in Sec. IV C, we counted 30 droplets
and attained a separation efficiency of 88.4% +11.6%. In further
experiments, we increased the cell concentration. However, even at
slightly higher concentrations, HeLa cell supernatant adhered along
the channel walls and impeded the droplet production, and thereby,
also the cell separation (Video 7 in the supplementary material). We
believe that this adhesion occurred due to an inappropriate channel
coating. For higher HeLa cell concentrations, a biocompatible
channel coating needs to be utilized that impedes the adhesion of
unwanted cell material.

E. coli have a density close to PS, but neither the compressibil-
ity nor the speed of sound is well explored.”’ The bacteria are
much smaller (1 ym length, 0.5 um diameter) than the used PS par-
ticles. The critical particle radius for acoustic manipulation at an
excitation frequency of 4 MHz is around 0.7um due to acoustic
streaming. Furthermore, the acoustic properties of E. coli are not
well known. Thus, the application of acoustic particle manipulation

FIG. 5. Micrographs of cell focusing experiments of HelLa
and E. coli. (a) Low concentrations of Hela cells
(4.4 £2.2 cells per droplet) were successfully manipulated
at a frequency of 3.75MHz in 12.8+1.2nl droplets
flowing with a speed of 2mms=". (b) At a low droplet
speed of 0.2mms™", it has been possible to manipulate
E. coli bacteria with the same frequency as for the Hela
cells. The droplet is outlined in blue. The bacteria strain
was modified such that they are fluorescent and, there-
fore, visible, here as a bright cloud, when they reach a
sufficient concentration. The concentration was ~4800
bacteria/droplet. Scale bars corresponding to 180 um.
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for E. coli is challenging.”' We used a modified E. coli MG1655
strain with a chromosomal copy of the green fluorescent protein
mNeonGreen under a constitutive promoter to be able to observe
the bacteria. Therefore, just as the PS particles, the bacteria
appear as bright dots in the filtered microscope images. The
approximate concentration was 4800 bacteria per droplet. As can
be seen in Fig. 5(b), it was possible to move the bacteria to the
center of the droplet. We believe that this was possible due to
rotating streaming flows that only appear in square-shaped chan-
nels.”* However, the speed of the droplet shown here was slow
(0.2mms™!) to reduce the strength of the internal flow fields.
At such low flow speeds, the droplets cannot be split at the
bifurcation due to surface tension as discussed in Sec. II. When
increasing the droplet speed, manipulation of the bacteria is not
possible anymore. Therefore, splitting the droplets into a
bacteria-containing and an empty droplet could not be achieved in
the current chip configuration.

Given the presented challenges, further investigations are
required for the reliable intra-droplet manipulation and separation of
E. coli bacteria and HeLa cells. Nevertheless, our approach demon-
strates the considerable potential for the manipulation of various cell
types, which broadens the field of acoustofluidics and enables pro-
gressive interdisciplinary research.

V. CONCLUSION AND OUTLOOK

In this work, we presented an acoustofluidic chip capable of
single-particle manipulation inside nanoliter droplets. We charac-
terized the design and proposed general design criteria. Bifurcation
angles of 45° exhibit sharp edge-like structures, which lead to parti-
cle attraction. To avoid this attraction, edges should be rounded off
or different designs should be chosen. To obtain a homogeneous
acoustic field, the side channel should be produced as small as pos-
sible. However, below a width of 90 um, droplet splitting was diffi-
cult to control.

Characterizing experiments showed that the speed of the
droplets has a huge influence on the separation efficiency due to
the internal flow fields. A smaller droplet volume and a lower split
ratio led to increased separation efficiency. In 8 nl droplets at a
speed of 4mm s, we achieved an average separation efficiency of
99.5%. Compared to current acoustic-based intra-droplet separa-
tion, this represents an increase in separation efficiency while dou-
bling the flow speed and decreasing the droplet volume. This
improvement is especially crucial for rare cell separation. For a
high concentration of more than 900 particles per droplet, we
achieved, on average, high separation efficiencies of above 97%.
Furthermore, we analyzed the influence of the split ratio. Lowering
the split ratio can substantially increase the separation efficiency
allowing for improved throughput capabilities.

In the next step, we replaced the PS particles used throughout
the characterization process with yeast cells, which are of broad
interest for biology-related groups. Yeast cells have similar acousto-
phoretic mobilities to 5um PS particles and thus can be separated
with a high SE. If the cell concentration is reduced to the single-cell
level, SE of 100% can be achieved at a throughput of 114.3+2.1
droplets per minute. Our novel results highlight the significant
potential of acoustofluidic intra-droplet manipulation of individual

ARTICLE scitation.org/journal/bmf

cells and possibly represent an important step towards advanced
applications such as directed evolution.

Finally, we tested the manipulation of HeLa cells and E. coli
bacteria in nanoliter droplets. Even though the separation of these
cells proved to be challenging, the first manipulation of bacteria
and mammalian cells inside nanoliter droplets might be of consid-
erable importance for biomedical research.

In the future, the device will be integrated into a screening
platform and combined with mass spectrometry to analyze the cell
supernatant. We believe that the method is useful for other applica-
tions and analytical methods, e.g., to distinguish intracellular and
extracellular compounds or retrieve cell products.

SUPPLEMENTARY MATERIAL

See the supplementary material for (1) experimental video of
polystyrene particle manipulation corresponding to Fig. 1(c); (2)
particle separation at a 45° bifurcation; (3) particle focusing in rec-
tangular microchannels; (4) high particle concentration separation;
(5) yeast cell separation in nanoliter droplets corresponding to
Fig. 4(a); (6) single PS particle separation corresponding to Table I
(row 1); (7) single yeast cell separation corresponding to Table I
(row 2); (8) single yeast cell separation corresponding to Table I
(row 4); and (9) device contamination due to HeLa cells.

ACKNOWLEDGMENTS

The authors would like to express their gratitude for funding
by ETH Zurich and acknowledge support by the ETHZ Bioprocess
Laboratory for providing the E. coli bacteria as well as the ETHZ
Macromolecular Engineering Laboratory for providing the HeLa
cells. Finally, the authors would like to thank Agnieszka Ladosz for
support with the initial design idea.

The authors declare no competing financial interest.

DATA AVAILABILITY

The data that support the findings of this study are available
within the article and its supplementary material. The simulation
model is available from the corresponding author upon request.

REFERENCES

D. Hiimmer, F. Kurth, N. Naredi-Rainer, and P. S. Dittrich, Lab Chip 16, 447
(2016).

2N. Shembekar, H. Hu, D. Eustace, and C. A. Merten, Cell Rep. 22, 2206 (2018).
3P, Shahi, S. C. Kim, J. R. Haliburton, Z. J. Gartner, and A. R. Abate, Sci. Rep. 7,
1 (2017).

“T. Konry, M. Dominguez-Villar, C. Baecher-Allan, D. A. Hafler, and
M. L. Yarmush, Biosens. Bioelectron. 26, 2707 (2011).

SK. Eyer, R. C. L. Doineau, C. E. Castrillon, L. Briseno-Roa, V. Menrath,
G. Mottet, P. England, A. Godina, E. Brient-Litzler, C. Nizak, A. Jensen,
A. D. Griffiths, J. Bibette, P. Bruhns, and J. Baudry, Nat. Biotechnol. 35, 977
(2017).

6. 7. Agresti, E. Antipov, A. R. Abate, K. Ahn, A. C. Rowat, J. C. Baret,
M. Marquez, A. M. Klibanov, A. D. Griffiths, and D. A. Weitz, Proc. Natl. Acad.
Sci. U.S.A. 107, 4004 (2010).

7A. Fallah-Araghi, J. C. Baret, M. Ryckelynck, and A. D. Griffiths, Lab Chip 12,
882 (2012).

Biomicrofluidics 14, 064112 (2020); doi: 10.1063/5.0036407
Published under license by AIP Publishing.

14, 064112-9


https://www.scitation.org/doi/suppl/10.1063/5.0036407
https://doi.org/10.1039/C5LC01314C
https://doi.org/10.1016/j.celrep.2018.01.071
https://doi.org/10.1038/s41598-016-0028-x
https://doi.org/10.1016/j.bios.2010.09.006
https://doi.org/10.1038/nbt.3964
https://doi.org/10.1073/pnas.0910781107
https://doi.org/10.1073/pnas.0910781107
https://doi.org/10.1039/c2lc21035e
https://aip.scitation.org/journal/bmf

Biomicrofluidics

8B. Kintses, C. Hein, M. F. Mohamed, M. Fischlechner, F. Courtois, C. Lainé,
and F. Hollfelder, Chem. Biol. 19, 1001 (2012).

L. Mabhler, K. Wink, R. J. Beulig, K. Scherlach, M. Tovar, E. Zang, K. Martin,
C. Hertweck, D. Belder, and M. Roth, Sci. Rep. 8, 1 (2018).

104, Ali-Cherif, S. Begolo, S. Descroix, J. L. Viovy, and L. Malaquin, Angew.
Chem. Int. Ed. 51, 10765 (2012).

TTE. Brouzes, T. Kruse, R. Kimmerling, and H. H. Strey, Lab Chip 15, 908
(2015).

12D, Lombardi and P. S. Dittrich, Anal. Bioanal. Chem. 399, 347 (2011).

136 1. Han, H. Soo Kim, and A. Han, Biosens. Bioelectron. 97, 41 (2017).

T4M. Hein, M. Moskopp, and R. Seemann, Lab Chip 15, 2879 (2015).

T5M. Sun, Z. S. Khan, and S. A. Vanapalli, Lab Chip 12, 5225 (2012).

18G. K. Kurup and A. S. Basu, Biomicrofluidics 6, 1 (2012).

175, Oberti, A. Neild, R. Quach, and J. Dual, Ultrasonics 49, 47 (2009).

18G. Destgeer, H. Cho, B. H. Ha, ]. H. Jung, J. Park, and H. J. Sung, Lab Chip
16, 660 (2015).

197, Liu, A. Fornell, L. Barbe, K. Hjort, and M. Tenje, Biomicrofluidics 13,
64123 (2019).

20%. Qin, H. Wang, and X. Wei, RSC Adv. 10, 11565 (2020).

215, Fornell, Z. Liu, and M. Tenje, Microelectron. Eng. 226, 111303 (2020).

227 Fornell, J. Nilsson, L. Jonsson, P. K. Periyannan Rajeswari, H. N. Joensson,
and M. Tenje, Anal. Chem. 87, 10521 (2015).

23], H. Jung, G. Destgeer, B. Ha, J. Park, and H. J. Sung, Lab Chip 16,
3235-3243 (2016).

24G. Destgeer, J. H. Jung, J. Park, H. Ahmed, and H. J. Sung, Anal. Chem. 89,
736 (2016).

25K Park, J. Park, J. H. Jung, G. Destgeer, H. Ahmed, and H. ]. Sung,
Biomicrofluidics 11, 64112 (2017).

26 Fornell, M. Ohlin, F. Garofalo, J. Nilsson, and M. Tenje, Biomicrofluidics
11, 031101 (2017).

27, Fornell, K. Cushing, J. Nilsson, M. Tenje, A. Fornell, K. Cushing, J. Nilsson,
and M. Tenje, Appl. Phys. Lett. 112, 63701 (2018).

28) Park, G. Destgeer, H. Kim, Y. Cho, and H. J. Sung, Lab Chip 18, 2936
(2018).

ARTICLE scitation.org/journal/bmf

297, Fornell, F. Garofalo, J. Nilsson, H. Bruus, and M. Tenje, Microfluid.
Nanofluidics 22, 75 (2018).

5OM. A. Saucedo-Espinosa and P. S. Dittrich, Anal. Chem. 92, 8414 (2020).
3IML Tenje, A. Fornell, M. Ohlin, and J. Nilsson, Anal. Chem. 90, 1434 (2018).
32T, Laurell and A. Lenshof, Microscale Acousto Fluidics (The Royal Society of
Chemistry, 2015).

33C. W. Shields, K. A. Ohiri, L. M. Szott, and G. P. Lépez, Cytometry Part B
92B, 115-125 (2017).

34M. Wiklund, Lab Chip 12, 2018 (2012).

35H. Liu and Y. Zhang, J. Appl. Phys. 106, 34906 (2009).

36G. F. Christopher, N. N. Noharuddin, J. A. Taylor, and S. L. Anna, Phys. Rev. E
78,1 (2008).

37V, van Steijn, M. T. Kreutzer, and C. R. Kleijn, Chem. Eng. Sci. 62, 7505
(2007).

38p_ Garstecki, M. J. Fuerstman, H. a Stone, and G. M. Whitesides, Lab Chip 6,
437 (2006).

39C. N. Baroud, F. Gallaire, and R. Dangla, Lab Chip 10, 2032 (2010).

0L, Gorkov, Phys.-Dokl. 6, 773 (1962).

“TA. D. Pierce, Acoustics: An Introduction to Its Physical Principles and
Applications (Woodbury, 1991).

%27, Liu, L. Zhang, Y. Pang, X. Wang, and M. Li, Microfluid. Nanofluidics 21, 1
(2017).

“3H. Kinoshita, S. Kaneda, T. Fujii, and M. Oshima, Lab Chip 7, 338 (2007).
“*M. Antfolk, P. B. Muller, P. Augustsson, H. Bruus, and T. Laurell, Lab Chip
14, 2791 (2014).

“5A. Carlson, M. Do-Quang, and G. Amberg, Int. ]. Multiph. Flow 36, 397 (2010).
46y, Wang, M. Do-Quang, and G. Amberg, Phys. Fluids 28, 33103 (2016).

“7A. A. Doinikov, M. S. Gerlt, and J. Dual, Phys. Rev. Lett. 124, 154501 (2020).
“8W. W. Baldwin and H. E. Kubitschek, J. Bacteriol. 158, 701 (1984).

“9E, C. Weiss, P. Anastasiadis, G. Pilarczyk, R. M. Lemor, and P. V. Zinin, [EEE
Trans. Ultrason. Ferroelectr. Freq. Control 54, 2257 (2007).

SOW. W. Baldwin, R. Myer, N. Powell, E. Anderson, and A. L. Koch,
Arch. Microbiol. 164, 155-157 (1995).

5TH. Bruus, Lab Chip 12, 1578 (2012).

Biomicrofluidics 14, 064112 (2020); doi: 10.1063/5.0036407
Published under license by AIP Publishing.

14, 064112-10


https://doi.org/10.1016/j.chembiol.2012.06.009
https://doi.org/10.1038/s41598-017-17765-5
https://doi.org/10.1002/anie.201203862
https://doi.org/10.1002/anie.201203862
https://doi.org/10.1039/C4LC01327A
https://doi.org/10.1007/s00216-010-4302-7
https://doi.org/10.1016/j.bios.2017.05.036
https://doi.org/10.1039/C5LC00420A
https://doi.org/10.1039/c2lc40544j
https://doi.org/10.1063/1.3700120
https://doi.org/10.1016/j.ultras.2008.05.002
https://doi.org/10.1039/C5LC01104C
https://doi.org/10.1063/1.5129256
https://doi.org/10.1039/D0RA01512A
https://doi.org/10.1016/j.mee.2020.111303
https://doi.org/10.1021/acs.analchem.5b02746
https://doi.org/10.1039/C6LC00648E
https://doi.org/10.1021/acs.analchem.6b03314
https://doi.org/10.1063/1.5010219
https://doi.org/10.1063/1.4984131
https://doi.org/10.1063/1.5020356
https://doi.org/10.1039/C8LC00733K
https://doi.org/10.1007/s10404-018-2094-9
https://doi.org/10.1007/s10404-018-2094-9
https://doi.org/10.1021/acs.analchem.0c01044
https://doi.org/10.1021/acs.analchem.7b01333
https://doi.org/10.1002/cyto.b.21388
https://doi.org/10.1039/c2lc40201g
https://doi.org/10.1063/1.3187831
https://doi.org/10.1103/PhysRevE.78.036317
https://doi.org/10.1016/j.ces.2007.08.068
https://doi.org/10.1039/b510841a
https://doi.org/10.1039/c001191f
https://doi.org/10.1007/s10404-016-1833-z
https://doi.org/10.1039/B617391H
https://doi.org/10.1039/C4LC00202D
https://doi.org/10.1016/j.ijmultiphaseflow.2010.01.002
https://doi.org/10.1063/1.4943110
https://doi.org/10.1103/PhysRevLett.124.154501
https://doi.org/10.1128/JB.158.2.701-704.1984
https://doi.org/10.1109/TUFFC.2007.530
https://doi.org/10.1109/TUFFC.2007.530
https://doi.org/10.1007/s002030050248
https://doi.org/10.1039/c2lc21261g
https://aip.scitation.org/journal/bmf

	Manipulation of single cells inside nanoliter water droplets using acoustic forces
	I. INTRODUCTION
	II. OPERATING PRINCIPLE
	III. MATERIALS AND METHODS
	A. Device fabrication
	B. Experimental setup
	C. Standard experimental parameters
	D. Determination of the separation efficiency
	E. Numerical model

	IV. RESULTS AND DISCUSSION
	A. Influence of the continuous phase on the particle focusing
	B. Important device design parameters
	C. Device characterization
	D. Yeast cell-supernatant separation in nanoliter droplets
	E. Single-particle separation
	F. Hela and bacteria manipulation inside droplets

	V. CONCLUSION AND OUTLOOK
	SUPPLEMENTARY MATERIAL
	DATA AVAILABILITY
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile ()
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 5
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2003
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    33.84000
    33.84000
    33.84000
    33.84000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    9.00000
    9.00000
    9.00000
    9.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks true
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo true
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


